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(54) METHOD FOR DETECTING POINT MUTATION OF DNA AND PFHMER USED THEREFOR 

(57)Abstract: 

PURPOSE: To provide a method for clearly and 
repeatably detecting the point mutation of a DNA. 
CONSTITUTION: A method for detecting a point 
mutation in a specimen DNA comprises applying the 
specimen DNA to a gene-multiplying method using both 
a normal type primer and an abnormal type primer and 
detecting whether the specimen DNA is multiplied or not, 
when each primer is used. In the method for detecting 
the point mutation of the DNA, the 3'-terminals of the 
normal type primer and the abnormal type primer 
correspond to nucleotides, respectively, in which the 
presence of the point mutation is estimated. The normal 
type primer has a base sequence perfectly complemental 
to the end region of the multiplication region of the 
normal type DNA except the second nucleotide base 
from the 3 -end of the primer, and the abnormal type 
primer has a base sequence perfectly complemental to 
the end region of the multiplication region of the 
abnormal type DNA except the second nucleotide base 
of the 3'-end of the primer. 
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1 

--^iE-n^nfflVifc«g^«|SJ-K»DNA^j5^t. 
^y:7-f'T-?&^V^;fi«-&{-K»DNA;^ii«$nS;&^ 
5:6ifcJ:oT. -^-^OimDNA+CDjftseSStlkffi-r^:* 

[H*a 3 1 ijnaiE«M:/^-f -T-o 3 ' 5Ba;&^ e 2 
:^5^Ha:K-»»a>ttSS;rr«»«Jg2ia«(D*j^ ^ 

-^^n-?n^vi^5:ae^iiigaittt8DNASAi>t, 
«p^^-f^-^«vi>^a'&ic6c«DNA)^ii«$n^3&^ 

S^^te^-^T. -t<OK«DNA*<Dift^§«m-r^:^ 

S&^*S«!gDNAoi8eMi*o«lfffl®«^^±le:ffi 

#aCD^^P:^5^K«. iCfES«MDNAO!)^JS^^V. 

'-^iE^n^n^vifcat^^fBi^jcKSDNA^^ift. 
#:/^>rv-;£^Vijrc«-&fcimDNA;^iit|i$n«^;5> 
5:d^{CcfcoT, -e©Hi^DNA*<Djft*S^«ffl-rej& 



> #ffl¥7-2 133 00 

2 

^ 2 #@ ^ l^^^ H<?!>mS$l^tIE«S!D N A 

S^JC^-oT* "^<0ttl^DNA*O;£2ES^tttB-r'6:;& 

[0 0 0 1] 
[0 0 0 2] 

® ^<D»flr^^:(D icissi^ssgii-r* n 1 1 Date 

T, tt*J:D. a^iSefe (PCR (polmrase cha 
inreaction)® S^fll b>tae^cr>jiKS«««<0«aa 

^^-SMVifc»&ICttDNA<DiBS3WBirS3^. A« 
OTDNA«©#»3ftlB€rri DNA<Oii« 

[0 0 0 3] 
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(3) 

3 

[0 0 0 4] a-QT. *SBMoaw}i. 3&^r?ii 

[0 0 0 5] 

[^€:«l»&-ra:^aS>o^S:] ipiW^mm^\t. K&m 

fr«!>»lfl^fffe3&<a:^DNA«CD#», ^►ViT«DN 
AOitBS^±lC®STaci:)^T€r. ?8«:fe«S3»fpI 

[0 0 0 6] -r^fe*. *a!§BW:, iE«S<0:/^-f -7- 
a:a«M<Z):/^-f T-^^n-^nffi Vi;?!::»eTJiiBair 

NA}^itB;5n<b3&*5**K:i:oT. -^•<OWHDNA»t>© 

S S »^S^^D N AOii«Piffi«(D«Sfll« t^±JC« 
«Kl>ia^ffi^J^^^> DNA(3[)j^aO«itii*S^ 

[0 0 0 7] OT. ^^m^mm\zwmir^. 
[0 0 0 8] mm^mmm (pcrs) k»dn 

A, 4aa<0x:*-+v'^^W:^-->HHU>a, 
5-^'T-Rt;iH!»ttDNA#U;^7-if<DiScfiEn?. « 

RDNACD««$|gScHR»fciiS$'^S*ST*<5. 
-r^t?-^. ^ttX3gTtt»0-*«DNA^^tt 

^n«nK:«aW)fe-3|s:«tt«DNA±<Z) 

T-^rej^t UTDN AiR U ^-i2f®ffl€riC J; D» 



#M^7-'2 1 3 3 00 

4 

x*jgDNAi:TS. dcD l•t^-1' ^;HCi:0. - 
*<^)X*aD N A;&t 2 *<DX*fflD N A ICiiS^nS. 

-*t<0:/^-f'7-T»E*nfctt»DNAOai«l^2' « 

jciiis$n-5. iiB;^nfcDNA«««:fcfifc#«E^a 

[0 0 0 9] ±83<D3tfe^Jii|ift*W«U;fe*«?acD* 
ft-rtt. jEflriHDNASrieWCirSiEflPS:/^^^- 

a^^DNA^Jis-cff^sfltsy^-fv-^^n 

aaaiDNAiW:. jE«SDNA<3!)'5^Ol'^<05C^fW 

3fem^o;Si«ajc J: D 51 c $ na 21 ^3&Jt)*^-3 t 

;a:v^. tt»DNA3^2:coj:'5;5:^3 

a. 

[0 0 10] ix^. ^wf'mm^^ff^ft^\z\t. mz 
-6. ae^««t*ttjE«S7^^-fv-/m3<oy^^T 
z(D^^-C'^-tm»m':f^^^-<osi\zy3i^m3(o^ 

[0 0 11] IE»M>^^-r-T~$||V>TU^DNA^ii 
fiL;fe:«-&. tt»DNA;&t]E»ar"C*tl«iiS;WB^S 

~S^ViTU3HDNAS:ig@Ufc«'&. KSDNA^^M 
HirJCJ^D. K»DNA3&5iE«M-e*a}&^««fflT*S 

«aa3fe<Diie^«:^n-^ni::>-r'::3*bTViS35i«. c 
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(4) 



#@|S|£7-2 1 3300 



[00121 c:n*TR9BUfc n t t t>*5i-r 

T'btt«DNA*tia«Snsa-&;5«*45. Z.iD^'^fS.m 
^\Z\t. tt«DNA)!>tiE^^M3^a«M3^§WW-rS21i 

^ F t>»SDN A ^ii^S J: "5 {Ci^ffStiT 

iE^^D N A iS^D N A t {1 1 tPCT)^ ^ V:^-^ H*^ 

iE«l!:/^-^V-/iE«^DNARtfft«M:/^-< 
/a^|gDNACOi&^Jc:feViT^), z/^^-^-O 
3' *«:6^^2#aa»t^V:t-^Ftt5;^'^*::^^i-3a: 
L35^U:fe*^^> 3* 5Mg3Qf^&2«e©5Ci^V:f^H 

ACQii«i;&tg#S C tiflt>ii^^ It. 

10 0 1 31 ±iaixfc*9iwc!)i83®sai2airffli2ics 
^"^l^iz^i^T^^^u^^v^zu^x^^^. ie^m:/ 

^-fT-(D3* 5feai*.'i^SUTVi;&V^iE^MDNA<D 

-g-ii- (f A-TXHG-C) ^^U db-ax 

lt[HI-IHl35f«l^3|iffi«:^ffiSOia'&iJ- (■r:&t)'&. A-T 
S^rjCG-CfiWoa'&ii:) fe^T) • •rft:*>'&. iE*^ 

*^ig<D:^feTll, iE1^M:^^-f"T-c^3' *i8d>S2 

^¥<omMt$^nmm\z:f3i^x\f^^ (HTttia-iaT?^ 



^ST^3l ^ 1/:^^ Fl?«:;^V^<DTiE«SD N AT t>a 

anDNAT'bi^CTa^s OTfta-r^^n^) . 

-/jE«aDNAOa^T?tt. :^7-f'T-<D3' 
*^^2#ecDifiS(7)i5»L75t$X-Vy^t;5:'5. 2:<D:©^tr 
«v afiT«BI*KJ;0:/7-fT-<D3' 5|dglCttV^T 
DNA«35ft»fiT^o— *v iE^:/^-f -T-zaftS 

DNAoM-^itTit. ::/^>fv-o3' m^Rc;3' 5^ 

-0 3* 5fc«(Cieg<DNA®0#:^l^#>S:V>. 3' M 

y ^(Dm^}iznT>NAm<on&ifim^^ 2: ^:3&J»s 

DNA»(D#ft(^^{cia$$n^. 
[0 0 14] H2ic^3ns,fc5fc:. 

A©S»«::5(^ l^:t5^F^W:#«»«T!S«SDNA^;S 

-CD 3* 5^*>6 2#B05Ci5^k:t^!««> JE^m^f^ 
^-r-hnmz. tt«DNA(0^*:;5?i^W3i-5^Htli* 

^;&'e>2#S0DSS^(OmS^ft. a^MDNAO 

a*MP^^-f -T-zzE^^DNACDa^-en? 

:/^-fV-CD3' 5^RtX3' 5^}5^^2#SO>C 

^jg#^V^^. a«IS:/^-fV-/a«^DNA(D5a'& 
:/^-fT-0D3' 5KS*^^2#SO^^l/:t^ 
FCO^^*^3&t^X-7y^t;5:oTDNA^CD#:g*^^^. 

[0 0 15] z.<o^o\z. *aM©*i5feTtt. jE»ffl:?^ 

^-f -^-/a^^DN ARI^a«li:/^^'7-/iE«M 
DNACDJa-^iirT^. 3^>^;i/^XV!y^fci:DDNAa 

«ffiD N ARt^a«S:/^-f T-ZaUSD N A©»^ 

13:TliDNA^O#fi:^t®^So ^oT, 

[0 0 16] ±IBU3/tiE1»^:/^'f V-i:a«My^-f 

oTV>Tt)J:Vi. iE«S:/^-^v-a:a^:/^ 

^T-C!>:^^«^-Tf'ba3fe:pTV>T*>a:li. iE«M:/ 
^-f'T-taftSlP^^'f'T-<Dfi3;;5t, TSII18032C)I> 

«^oj:5fc«iafcaft'pT:fen«. ®3(D:/^-f=e- 
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[0 0 181 c:n*Tfca*ufc*«w<o:»Stt. ie* 

'^-/iE«SDNAi:jE«ffi:/^-<V-/««SDNA 5» 

r^«ic. s^sir/^-r-^-xaftSDNAts^s 
:/7-f -^-/jEftSDN Ao«^Aa>^*tjfctjtta*^(fi 



!^BI^7-2 1 3 3 00 

B 

[0 0 1 91 Jb5Slx^t5^:/;k^X^y^ 
[0 0 2 0] 4^^i»0:£rJSlt> a^(DMa^::^'&ite 

[0 0 2 1] 

[0 0 2 21 TE«>||M«Tttnk;^5^u;kx;^5^;Hg 

sisa (CETP) aeT-o;a«»s«fflu/t. shd 

LnkXxa-;p (jShdl-C) Jii«©^<T«CE 

3&«a«fiae^TttAfc^bxvis. TEcDiatWft 

[0 0 2 31 Jttfegjl 
(1) K^cDiSfi 

S5HDL - zmmikx^VknKis^ sae^K«ssa«u 

cn«2fccDJ;3«cfTo;/t. EDTA • 2:M-ue?A 

Aai^Ottlt^ffo)^. 0. 1 M s/m 1 <DiSftlC8i 

[0 0 2 41 (2) :/5^-7'-<Dpe» 

*oi^E^s«r-r^ 3 asKop^^-f -t-^tmro d n 

A'&^^fflViTf^SLit. 
*M07:t«7-Hy^-f'7— (14F) 
S'-CATGAGGATGMTGCnGTC-a* (20 ner) 
lE^Mr^^-fV- (1 4W1) 
5'-CCCCTCXlAGCCCACACTTAC-3* (20 oer) 
S«My^-fT- (14M1) 
5'-CCCCTCCAGCCCACACmT-3' (20 mer) 
ILnmrf'y^^— (14W1) <D3' 5|cSJtt. iE«S!a 
e^©G{CfiMttT*D> SftSP^^-f-T- (1 

4 Ml) ©3' nmt. w^mfk^<i^p^zwm\z'fx, 

oTVi^, 1 4 F a: 1 4 W 1 ©ffi-S-arXfa: 1 4 F 1 1 4 
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(6) 

9 

[0 0 2 53 (3) (PGR) 

^ia«ffl:?^^-f"T-5ftM. SS (dATP. dGT 
P. dCTP. dTTP) ^12SiiU. 1 OmM Tr 
is-HCl (pH 8.3). 5 OmM KC1> 1. 5mM MgCl 

1 . o,ooui(w/v) ^^^>. ae^tt»o. iMg. T 
aq#U;*9-'«0. 5 unit . B[mt3Sk2 S a ITff 

[0 0 2 61 (4) ttia 
[0 0 2 7] 

[%1] 
«1 



tm 






1 


«« 




2 


mas 




3 







30 



[0 0 2 81 Z,0^^\Z. K«2t3Ttt. JEl^mzf^ 
[0 0 2*^1 

[0 0 3 01 T;^t>"^, IE«S:/^-fV-^:UT*CDift 

jE«^:?'^<'T- (14W2) 
5'-CCOTCCA<mACACTTTC-3' (20 mer) 

Z.<r>^'o\Z. 14W2Ttt, It^lT^ViJ^l 4W1 

aiifctt-r^t, 3' *«d^e2#B<Da[S3&ttt»DNA 



i^ffl3p7-2 1 3 3 00 

[0 0 3 11 iE«S:/7-f'7-tUT±IB14W2Sffi 

fro;^. jfe**TI2«2lci5Rf. 
[0 0 3 21 
[^21 
3E2 









L 






2 






3 







[0 0 3 31 ^<f>^m^^. tt»l9Q^«IB(Dai^'e^ 
Ki^2 55tjE«StM*^co^5^nS^#. ims^t 

[0034] 

mrf'7^^-h\^X\%. iaSf9lT^Vi^tl4W2&li 

SB^j^^rrs 1 4 F 3 ^.^Vifc. ^yb. ssia::?'^-f'T 

UTtt. TSm^S^fH*^^ 1 4M2 
(14F3) 

5* - GGACTCACCATGGGCATTTG-3' (20 mer) 
S^My^^-f-T- (14M2) 

5* H:TCGGCACCCAGTnC(mCCAGCCCAa(mT-^ (35 me 
r) 

nn&07^7-f -T-^ffiVi^t^^. 14F3tl4W2 
©a^'»T?ttCETP*eTXirV>14^tri 2 0 

m&%<r>Wmmm^tU 14F3i:14M2 <^)M-&ii- 
TliCETP3ieTXi7V>14S:'&tn 3 SifiS^CO 

[0 0 3 5] 14F3i:14M2SrffiVifei®^<Drx~ 
Mr^-f"7-^^Virc:«-&lCttiiitijSifeO:g$m 2 0 

[0 0 36] 
[^31 



—846— 



(7) 



^BiJP7-2 1 3300 



11 









1 


fm 




2 




mm 


3 







12 



[0 0 3 7] ci<ots^6. vmimE.nmoani'^m^ 

[0 0 3 81 



[EaMODffi^Kiai 

[H2] ^xm<o:}m<oi&o>-^^m3^^jmri>B 



[Bl] 

-£b[l£l 



[H2] 
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